PCR of

- sfGFP+hog1 flanking sequence H4
- split sfGFPC+hog1l flanking sequence H5

- URA3+ rLuc overlap H3

- sfGFP+pbs2 flanking sequence P3
- split sSfGFPN+pbs2 flanking sequence P4

- Kan+ rLuc overlap P5
- Kan+ nLuc overlap P6
- Kan+ sfGFPN overlap P7

12.08.14

Reaction

Same for all

Template psfGFPURA3 or psfGFPKan 0.6
Forward primer 10mM 2,5
Reverse primer 10mM 2,5
Master Mix (with GC buffer) 11,5
Water 33

Results visualized by gel electrophoresis (1% agar, 120V, 40min)
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P3 Expected size: 2547bp

PS5, P6, P7
Expected size : 1755bp

P4 Expected size: 732bp

For the H3, H4 and H5 we get nothinh so we’ll have to repeat the experiment.




Constructs we should have now:

(1368 .. 1387) Phs2:Sequencing_Middle:2_sfGFR
(661 .. 700) Phs2:Sequencing_Middle: 1_sfGFP
(1..83) Given forward + Phs2FLK _BD Given Reverse + Phs2Fllk_ BD (2464 .. 2547)

soof 10007 15007 z000T 2500

T (v | | T >

[ TEF pramater > KanR > [TEF ter... |

P3_sfGFP-PCR-Product
2547 bp

(1..22) Site/FLK Addition : Phs2Extraction : nGFP w/ 25FLK_LNK Forward_BD (1..84) (681 .. 732) New Extract : Cassette w/ nGFP Overlap_forward_BD New:Extrac: nGFP wy Cassatte Overlap _ Reverse_BD (681 .. 732)
il a0 00T

flanking Phs2 C-ter

P4_nGFP_Pcr-intermediate

7azbp
(1 ..68) Extraction : Cassette w, nLuc-Overlap Forward_BD ‘Extraztmn : Cassette w/ nGFP Overlap_forward_BD (37 .. 66) (1725 .. 1755) Given Reverse + Pbs2Flk_ BDPrimer 2 {1738 .. 1755)
007 o007 T5007
| [ kanMx
yosfGFP ADH1 terminator
[ TeF promoter ] Kank >

TEF terminator

P5-6-7_KanCassette-PCR-Intermediate
1755 bp

H3, H4, H5 second try: Gradient PCR
Temperature gradient 58°C>66°C

25uL reaction (instead of 50pL)

For all reactions:

Template psfGFPURA3 0,6

Forward primer 10mM 1,25

Reverse primer 10mM 1,25

Master Mix (with GC buffer) 5,75

DMSO 0,75

Water 15,4




H4, H5: FAIL!!!

H3 Expected size: 1723bp

Obtai

IpifGFDUraajwuc—uver\ap,fw,extramnnpm (1.48) (1700 .. 1723) cnnstruct,psfeFDura3Jv,extractmnpc:5mw,uRAajﬂankHoG1+R5Jv,extensman:R (1706 .. 1723) ence:
007 10007 T5007
—_—

Il | [ Terpome I |
sfGFP with linker ADH1 terminator |
TEF terminator

STOP CODON SFGFR

Ura3Rluc_H3
1723 bp

H3 samples concentrations was determined with Nanodrop






